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FRET between Fluorescein and transition metal ion
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Model a-helix peptide

ACAAKAAAKAAAAAKA : C2
ACHAKHAAKAAAAAKA : C2H3H6
ACAAKHAAKHAAAAKA : C2H6H10
ACAAKAAAKHAAAHKA : C2H10H14



By Increasing Ni?* ions ACHAKHAAKAAAAAKA : C2H3H6
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Collisional Quenching ACAAKAAAKAAAAAKA : C2H3H6
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Collisional Quenching
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Supplementary Figure 2. cAMP affinity of HCN2 constructs. Fluorescence of
N520C_,,,M620H,A642H (green) and K570C_, 1630H,D634H (blue) in the
presence of 100 uM Ni* and increasing concentrations of cAMP. All data are
normalized to the fluorescence before the addition of cAMP. The Kd of cAMP
was 920 nM + 240 nM for N520C_,,, M620H AG42H and 97 nM + 67 nM for
K570C_,, 1630H,D634H.
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By Increasing the distances

ACAAKAAAKAAAAAKA : C2
ACHAKHAAKAAAAAKA : C2H3H6
ACAAKHAAKHAAAAKA : C2H6H10
ACAAKAAAKHAAAHKA : C2H10H14
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FRET curves
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Cysteineless HCN2 C-terminal fragment
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K570C-F5M
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Distance measured
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Holo vs. Apo by FRET
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Holo vs. Apo by FRET
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